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electronicalPremise of research. Plants cope with complex environments throughout their life cycles. The perception
and integration of information acquired from different environmental parameters are key to responding ap-
propriately and securing plant survival. In Arabidopsis thaliana, SALT OVERLY SENSITIVE 2 (SOS2) and
SOS3, its protein-interacting partner, have been described as central players in salt-stress responses, while another
SOS2-interacting partner, ABSCISIC ACID (ABA)–INSENSITIVE 2 (ABI2), is involved in ABA signaling. SOS2
was also suggested to be involved in the photocontrol of seed germination, although its function in photomorpho-
genesis is not fully understood. Here we studied the role played by SOS2, SOS3, and ABI2 in light-dependent
responses in Arabidopsis mutants. We assessed whether SOS2, SOS3, and ABI2 modulate light- and hormone-
regulated seed germination and seedling deetiolation.
Methodology. We examined physiological responses in wild-type and SOS2, SOS3, and ABI2 knockout
mutants of A. thaliana exposed to red light and explored whether these proteins modulate germination (by
changing hormone sensitivity) and seedling deetiolation. In addition, we analyzed the presence of cis-regulatory
elements (CREs) in their promoters and expression proﬁles from public microarrays to conﬁrm their function
in photomorphogenesis.
Pivotal results. Germination experiments demonstrate that SOS2, SOS3, and ABI2 are positive regulators
of germination induced by red light. Differences in germination between the wild type and mutants are explained
by changes in gibberellin sensitivity. Analysis of hypocotyl growth inhibition and cotyledon opening suggest
that these components are also required for full seedling deetiolation under red light. Furthermore, identiﬁcation
of CREs in gene promoters and expression analysis matched the proposed role for these genes in both processes.
Conclusions. SOS2, SOS3, and ABI2 are known components of salt signaling, and here we demonstrate that
they are also positive elements of light signaling by regulating seedling deetiolation and altering gibberellic acid
sensitivity during germination. These results suggest that they act as integrators of different signaling pathways.
Keywords: Arabidopsis thaliana, light signaling, salt signaling, salt overly sensitive (SOS) pathway, cross talk.
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This content downloaded from 130.
All use subject to University of Chicago Press Termstheir tolerance levels vary greatly (Flowers and Colmer 2008).
Under salt stress, roots respond to maintain ion homeostasis
through the salt overly sensitive (SOS) signaling pathway (Liu
and Zhu 1998; Ishitani et al. 2000; Zhu 2000, 2003). Loss of
SOS2, SOS3, and SOS1 proteins, elements in the salt-signaling
pathway, results in different levels of NaCl hypersensitivity in
Arabidopsis. SOS3 is a calcium-binding protein that functions
as a cytosolic calcium sensor detecting Ca21 oscillations trig-
gered by excess Na1 (Ishitani et al. 2000; Gong et al. 2004).
To a lesser extent, SOS3 can also be partially associated with
cell membranes independently of N-myristoylation, a post-
translational modiﬁcation essential for salt tolerance (Ishitani
et al. 2000). After Ca21 binding, SOS3 interacts and activates
the serine/threonine protein kinase SOS2 through the FISL mo-133.008.114 on May 15, 2017 19:59:21 PM
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et al. 2003), recruiting SOS2 to the plasmamembrane and lead-
ing to activation of SOS1, a Na1/H1 antiporter that causes ex-
trusion of excessive Na1 from the cytosol to the apoplast (Shi
et al. 2000; Quintero et al. 2002, 2011).
Interestingly, SOS2 function relates to different signaling
pathways. SOS2 has been shown to interact with components
of the abscisic acid (ABA) signaling pathway, such as ABA-
INSENSITIVE 2 (ABI2), a protein phosphatase 2C (Ohta et al.
2003). ABA may play a role in salt tolerance through the inter-
action between SOS2 and ABI2, since the dominant negative
mutant abi2-1 is more tolerant to salt shock and survives in up
to 150 mM NaCl (Ohta et al. 2003). However, the role played
by ABA in salt tolerance is not clear, as loss-of-function mutant
alleles, such as abi2-2, or revertant alleles of abi2-1 have not
been tested under the same conditions (Merlot et al. 2001; Rubio
et al. 2009). By yeast two-hybrid assays, it was demonstrated
that ABI2 binds to SOS2 through a protein phosphatase interac-
tion (PPI) motif, suggesting a tight regulation between the phos-
phatase and kinase activities of these proteins (Ohta et al. 2003).
Furthermore, both enzimatic activities may be simultaneously
regulated by the proximity of SOS3. Mutations in conserved
amino acid residues in the PPI motif abolish the interaction be-
tween SOS2 and ABI2. In contrast, a mutation in the FISL motif
disrupts the interaction between SOS2 and SOS3 but has no ef-
fect on the interaction between SOS2 and ABI2 (Ohta et al.
2003), suggesting that ABI2 can bind to SOS2 independently
of SOS3. The increased salt tolerance and ABA insensitivity in
the dominant abi2-1 is explained because themutation disrupted
the interaction between SOS2 and ABI2 (Leung et al. 1997;
Quintero et al. 2002; Ohta et al. 2003). Interestingly, sos2 and
sos3 mutants are not defective in ABA responses (Liu and Zhu
1998; Zhu et al. 1998; Chinnusamy et al. 2004), highlighting
the importance of the interactions between SOS2 and certain
partners for the integration of endogenous and environmental
signals.
In addition, there is some evidence demonstrating the connec-
tion between salt stress and light signaling pathways. The SOS2-
interacting protein, NUCLEOSIDEDIPHOSPHATEKINASE 2
(NDPK2), physically interacts with phytochrome A, promoting
seedling photomorphogenesis (Choi et al. 1999), and the inter-
action betweenNDPK2 and SOS2 contributes positively, induc-
ing germination under salt stress (Verslues et al. 2007). Interest-
ingly, in a microarray study of tomato seeds the expression of
SOS2 was downregulated when germination was inhibited by
continuous far-red light, and a subsequent pulse of red light up-
regulated the expression of this gene (Auge et al. 2009). Another
point of connection between salt stress and light-signaling path-
ways is the physical interaction between SOS2 andGIGANTEA,
a nuclear protein involved in the promotion of ﬂowering, that
prevents SOS2-based activation of SOS1 under normal growth
conditions but is degraded in response to salt stress (Kim et al.
2013; Park et al. 2013; Mishra and Panigrahi 2015).
Germination is a process highly regulated by environmental
cues. Seeds integrate information from various ambient factors
that translate into signals conveyed by plant hormones, such as
gibberellic acid (GA) and ABA, to promote or inhibit germina-
tion (Finch-Savage and Leubner-Metzger 2006). InArabidopsis,
phytochrome B (phyB) is themain photoreceptor sensing the redThis content downloaded from 130.1
All use subject to University of Chicago Press Termslight (600–700 nm) to far-red light (700–800 nm) ratio of the
light spectrum that promotes seed germination and seedling
deetiolation under red light. In laboratory conditions, germina-
tion ismaximalwhen a saturating red light pulse establishes high
levels of the active form of the phytochrome (Pfr) and is reversed
by a subsequent far-red light pulse (Shinomura et al. 1994; Botto
et al. 1995; Botto et al. 1996). To promote germination, light
perceived by the phytochromes stimulates GA biosynthesis and
signaling and represses GA catabolism. Phytochromes can also
reduce ABA biosynthesis and signaling and promote ABA catab-
olism in the seeds (Yamaguchi et al. 1998; Nakabayashi et al.
2005; Seo et al. 2006; Oh et al. 2007; Yamauchi et al. 2007;
Xu et al. 2014). All of these changes are mainly produced by the
degradation of the key negative regulator PHYTOCHROME-
INTERACTINGFACTOR3–LIKE 5 (PIL5) in a phyB-dependent
manner (Oh et al. 2007, 2009). Although some ABA and salt-
signaling proteins have been explored in photomorphogenesis,
the functional roles played by ABI2 and SOS3 in light responses
have not been adequately characterized.
Here we studied the role played by SOS2, SOS3, and ABI2
in seed germination and seedling photomorphogenic develop-
ment and demonstrated that SOS2 and interacting proteins
are positive regulators of photomorphogenesis under red light.
Interestingly, they exert this promotion by partially increasing
GA sensitivity in the seed tissues.Material and Methods
Plants and Growth Conditions
Arabidopsis thaliana Columbia wild-type (WT) and knock-
out mutant lines sos2-1 (Liu et al. 2000), sos3-1 (Halfter et al.
2000), and abi2-2 (SALK_015166; Rubio et al. 2009) were
grown in a temperate greenhouse with a natural photoperiod
and 500 mmolm22 s21 ofmaximal irradiation at an average tem-
perature of 207C. Plants were grown together, andmature seeds
were harvested on the same day. Seeds of three different plants
of each genotype were collected, bulked, and stored in dry con-
ditions in darkness at room temperature for 2 wk, followed by
storage at 57C until they were used for experiments.
Germination Experiments
Twenty-ﬁve seeds of each genotype were sown in triplicate
clear plastic boxes containing 4 mL of 0.8% (w/v) agar. To set
minimum and identical Pfr levels, soaked seeds were incubated
for 1 h in darkness and then irradiated with a 30-min saturating
long-wavelength far-red light pulse provided by an RG9 ﬁlter at
room temperature (2275 27C). After the far-red light pulse, the
germination treatments were as follows.
Red light promoting pulse. To test the response to a
germination-promoting red light pulse, seeds were either imme-
diately exposed to a 30-min red light pulse or kept in darkness.
Cold stratiﬁcation. To assess the effect of dormancy break-
age by cold stratiﬁcation, seeds were incubated for 0, 1, 2, 3, or
7 d at 57C in the dark and then kept in darkness or irradiated
with a red light pulse.
ABA sensitivity. To test the sensitivity to exogenously ap-
plied ABA, seeds were incubated in 0.5 or 1 mM ABA solution33.008.114 on May 15, 2017 19:59:21 PM
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then irradiated with a red light pulse. To test the effect of the
ABA synthesis inhibitor ﬂuridone (Sigma-Aldrich), seeds were
incubated in 5 or 50 mM ﬂuridone solution for 24 h at 257C
in the dark until germination was induced by a red light pulse.
GA sensitivity. To test the sensitivity to exogenously ap-
plied GA, seeds were incubated with paclobutrazol (PAC; 10
mM; Syngenta, Basel, Switzerland) to reduce endogenous GA
synthesis and 10 or 100 mM GA3 (Sigma-Aldrich) for 24 h at
47C in darkness followed by a red light treatment.
For all of the experiments described above, seeds were
transferred to darkness for 3 d at 257C after the ﬁnal light
treatments until germination counting (total number of seeds
showing radicle protrusion). Results are mean values from at
least three independent experiments.
Deetiolation Experiments
Twenty seeds of each genotype were incubated for 1 h in
darkness in clear plastic boxes containing 4 mL of 0.8% (w/v)
agar, exposed to a saturating 30-min far-red light pulse to re-
duce Pfr levels, and then incubated in darkness for 3 d at 47C
to homogenize germination. Germination was induced by 1 h
of red light followed by 23 h in the dark, and then seedlings
were transferred to different light treatments for 3 d at 257C
with the exception of the dark controls, which were kept in
darkness. Hypocotyl length and the angle between cotyledons
were measured in the 12 tallest seedlings per box with a ruler
and a protractor, respectively. The hypocotyl length of seed-
lings exposed to light was expressed relative to the hypocotyl
length of the dark controls. Results are mean values from four
independent experiments of at least three replicates each.
Light Sources
Long-wavelength far-red light established a calculated Pfr/P
of 0.03 (30 mmol m22 s21), provided by an incandescent lamp
in combination with a water ﬁlter and an RG9 ﬁlter (Schott,
Maintz, Germany). Red light established a calculated Pfr/P of
0.87 (30 mmol m21 s21), provided by light-emitting diodes (LEDs)
with a light-emitting maximum set at 660 nm (Cavadevices,
Buenos Aires, Argentina). Red and far-red light were measured
with a Skye SKR 110 sensor (Skye Instruments, Llandrindod
Wells, United Kingdom), and values were corrected by a factor
that accounts for the sensor-limited sensitivity in that wave-
length range.
Identiﬁcation of cis-Regulatory Elements (CREs)
and Expression Meta-analysis
To identify cis elements in SOS2, SOS3, andABI2 promoters,
the AthaMap database was used to analyze the 2-kb (22000-bp)
promoter sequence of each gene (Steffens et al. 2004; http://
www.athamap.de). The total strand distribution of putative
CREs was the sum of the individual CRE numbers in each pro-
moter. Statistically overrepresented elements (overrepresenta-
tion ratio p occurrence/theoretical) were calculated from an
expectation value for each element. The tool enabled identiﬁca-
tion and selection according to a set threshold score of commonThis content downloaded from 130.
All use subject to University of Chicago Press Termstranscription factor binding sites that provide information about
the cis elements. Arabidopsis genome identiﬁer codes of the pu-
tative transcription factors were used to investigate their func-
tions in the literature. Expression of SOS2, SOS3, and ABI2
genes throughout theArabidopsis plant was based on data from
the eFP Browser microarray database (Winter et al. 2007). Ex-
pression of the three genes was relativized to the reference gene
At4g34270 (TIP41-like protein) and visualized from the online
repositories.
Results
SOS2, SOS3, and ABI2 Promote Germination
by Red Light Pulse
Previous observations suggest a possible point of convergence
between light and salt-signaling pathways through SOS2 (Auge
et al. 2009). To study further this signaling connection, we ex-
plored the germination response to red light of an SOS2mutant,
sos2-1, and known mutant alleles of SOS2-interacting proteins,
sos3-1 and abi2-2 (hereafter, sos2, sos3, and abi2, respectively).Fig. 1 Germination responses of sos2, sos3, and abi2mutant seeds.
A,Nonstratiﬁed seedskept in darkness or irradiatedwith a red light pulse.
B, C, Cold-stratiﬁed seeds kept in darkness (B) or after a red light pulse
(C). Different letters indicate signiﬁcant differences among means, deter-
mined using the Bonferroni posttest (P ! 0.005). WTp wild type.133.008.114 on May 15, 2017 19:59:21 PM
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ble germination in darkness, indicating a strong light require-
ment for germination (ﬁg. 1A). A red light pulse strongly pro-
moted germination in the WT, while the sos2, sos3, and abi2
mutants showed a consistently lower germination response (ge-
notype # red light treatment interaction [F p 46.52, P !
0.0001] is signiﬁcant; ﬁg. 1A). These results suggest that SOS2,
SOS3, and ABI2 are positive regulators of light-induced seed
germination.
Since the differential response could be caused by differ-
ences in dormancy levels between the WT and the mutants,
we explored the effect of cold stratiﬁcation and light on dor-
mancy breaking. Darkness incubation did not promote germi-
nation, and the response was independent of the incubation
time at 57C, showing again a strong light requirement inde-
pendently of the cold period (ﬁg. 1B, 1C). Two or more days
of cold treatment before the perception of a red light pulse were
enough to reduce the dormancy levels of mutant seeds and dis-
sipate phenotypic differences (genotype # cold treatment inter-
action [Fp 5.91, P ! 0.0001] is signiﬁcant; ﬁg. 1C).
SOS2, SOS3, and ABI2 Increase Gibberellin
Sensitivity in Seeds
The reduced germination observed in the mutants (ﬁg. 1A)
could be caused by changes in sensitivity and/or endogenous
levels of ABA and/or GA. Since the sensitivity to red light sig-
nals is inﬂuenced in mutant seeds by their degree of dormancy
(ﬁg. 1C), we ﬁrst tested the response to exogenous application
of ABA and ﬂuridone (an inhibitor of ABA biosynthesis) after
a germination-inducing red light pulse. Increasing ABA concen-
trations reduced germination in cold-stratiﬁed seeds in all of the
genotypes (genotype [F p 0.62, P p 0.61] and genotype #
ABA interaction [Fp 0.28, Pp 0.94] are not signiﬁcant, while
ABA [Fp 422.38, P ! 0.0001] is signiﬁcant; ﬁg. 2A). Further-
more, mutant seeds that were not cold stratiﬁed maintained
their differences compared with the WT when increasing doses
of ﬂuridone were applied (ﬂuridone [Fp 2.86, Pp 0.07] and
genotype# ﬂuridone interaction [Fp 0.48, Pp 0.82] are not
signiﬁcant, while genotype [F p 13.27, P ! 0.0001] is signiﬁ-
cant; ﬁg. 2B). These results suggest that these genes do not reg-
ulate the sensitivity to this hormone.
To investigate whether the reduced germination response of
mutant genotypes under red light is due to a lower sensitivity
to GA, we blocked endogenous biosynthesis with PAC and in-
cubated the seeds in different concentrations of exogenous GA.
Germination in darkness was low without or with a low con-
centration of GA and was induced with 100 mMGA, although
no differences between genotypes were observed (genotype
[Fp 0.06, Pp 0.98] and genotype# GA treatment interac-
tion [Fp 0.07, Pp 0.99] are not signiﬁcant, while GA treat-
ment [Fp 50.54, P ! 0.0001] is signiﬁcant; ﬁg. 2C). Red light
promoted germination when seeds were incubated in 10 and
100 mM GA compared with the dark control (ﬁg. 2D), show-
ing that red light promotes germination by changing the sensi-
tivity to GA. Seeds of sos2, sos3, and abi2 showed smaller ger-
mination values than WT in 10 mM GA, but germination
differences between genotypes disappeared when seeds were in-
cubated in 100 mM GA (genotype# GA treatment interaction
[F p 3.10, P p 0.008] is signiﬁcant; ﬁg. 2D). Altogether, theThis content downloaded from 130.1
All use subject to University of Chicago Press Termsresults show that phenotypic differences in germination observed
in mutant seeds correlate with reduced sensitivity to GA.
SOS2, SOS3, and ABI2 Are Required for Seedling
Deetiolation Responses in Continuous Red Light
To investigate possible roles played by these genes in
deetiolation responses, we cultivated seedlings under different
irradiance levels of continuous red light. Increasing ﬂuence rates
of continuous red light reduced the relative hypocotyl elonga-
tion compared with that of the darkness control, reaching a
maximum hypocotyl length inhibition in seedlings grown at
100 mmol m22 s21 (WTp 40% of hypocotyl inhibition; ﬁg. 3A).
The sos2 and sos3 mutants were hyposensitive to continuous
red light and displayed signiﬁcantly longer hypocotyls than the
WT at higher irradiances; however, abi2 seedlings showed a
phenotype similar to that of theWT (genotype# R ﬂuence rateFig. 2 sos2, sos3, and abi2 seeds have normal germination sensi-
tivity to exogenous abscisic acid (ABA) but are hyposensitive to exoge-
nous gibberellic acid (GA) under red light. A, ABA dose-response curve
of cold-stratiﬁed seeds exposed to a red light pulse. B, Fluridone dose
response of seeds exposed to a red light pulse. C, D, Dose-response GA
curves (plus paclobutrazol) for seeds kept in darkness (C) or exposed
to a red light pulse (D). Different letters denote signiﬁcant differences
among means, determined using the Bonferroni posttest (P ! 0.005).
WTp wild type.33.008.114 on May 15, 2017 19:59:21 PM
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type [Fp 8.78, P ! 0.0001] and R ﬂuence rate [Fp 220.63, P !
0.0001] separately are signiﬁcant; ﬁg. 3A). Moreover, seedlings
of the three mutant genotypes showed a clear reduction in coty-
ledon opening under intermediate and high irradiances (geno-
type# R ﬂuence rate interaction [Fp 1.83, P p 0.07] is not
signiﬁcant, while genotype [F p 45.19, P ! 0.0001] and
R ﬂuence rate [Fp 191.53, P ! 0.0001] separately are signiﬁ-
cant; ﬁg. 3B). These results suggest that some components of
the SOS signaling pathway have overlapping but also different
functions in the promotion of seedling photomorphogenesis.
SOS2, SOS3, and ABI2 Are Transcriptionally Regulated
in Germination and Seedling Deetiolation
To gain insight into the transcriptional regulation of SOS2,
SOS3, and ABI2 genes, we analyzed the presence of CREs in
their promoters and gene expression from a public microarray
database. The analysis of CREs in SOS2, SOS3, and ABI2 pro-
moters revealed that the three genes share many cis elements,
suggesting similar features of transcriptional regulation. Thirty-
three different CREs related to 17 different transcription factor
families were found in all three promoters. Twenty-one CREs
were foundwithin different combinations of two genepromoters,
and ten, eight, and ﬁve CREs were speciﬁc to SOS2, SOS3, and
ABI2 promoters, respectively (see table A1, available online).
The CREs identiﬁed in the three gene promoters are associated
with many developmental processes, such as leaf senescence,
organ plant development (leaf, ﬂower, seed, vasculature, pollen,
and gynoecium), lateral root formation, and cell wall biogenesis.
The CREs are also associated with salt responses and other
stresses (table 1). We also found binding sites on the SOS2,
SOS3, and ABI2 promoters associated with ABA and GA regu-
lation. In addition, many CREs were associated with transcrip-
tion factors involved in seed development, seed germination,
seedling deetiolation, and light response (table 1).
Arabidopsis eFP Browser data showed that SOS2, SOS3,
and ABI2 are expressed in a broad range of plant tissues and
organs, including senescent leaves, ﬂoral organs, late stages ofThis content downloaded from 130.
All use subject to University of Chicago Press Termsseed development, root elongation zone, guard cells, and pollen
development. In addition, SOS2, SOS3, and ABI2 expression is
upregulated in biosynthetic ga1-3mutant seeds imbibed in wa-
ter and exogenous GA, and SOS2 and ABI2 expression is also
upregulated by light in leaves and seedlings grown under light/
dark cycles. Furthermore, SOS2 expression is upregulated in
seedlings exposed to different light qualities.
Discussion
In this article, we demonstrated that Arabidopsis thaliana
SOS2 and two of its known interacting partners, SOS3 and
ABI2, are positive regulators in the red light pathways that
control germination and seedling deetiolation. These results
uncover new functions for these genes in addition to the well-
established function in salt signaling, suggesting that they play
broader roles in plant development.
Under our conditions, sos2, sos3, and abi2mutants showed a
reduced germination response after red light irradiation (ﬁg. 1),
indicating that SOS2, SOS3, and ABI2 are positive regulators
of the red light–mediated germination pathway. Light promotes
seed germination by modifying the GA/ABA balance and sensi-
tivity. On red light exposure, phytochromes reduce ABA levels
and increase GA synthesis through degradation of the negative
regulator PIL5 (Oh et al. 2007, 2009). Light can also repress
ABA signaling through downregulation of ABI3 and ABI5
(Nakabayashi et al. 2005; Xu et al. 2014). Under our condi-
tions, we did not see changes in ABA sensitivity in the mutants,
suggesting that SOS2, SOS3, and ABI2 do not regulate the ger-
mination response to red light by affecting the sensitivity to
ABA levels or its signaling pathway. The normal ABA sensitiv-
ity is consistent with previous reports demonstrating that sos2
and sos3 loss-of-function mutants are speciﬁcally defective in
salt tolerance but not ABA responses (Liu and Zhu 1998; Zhu
et al. 1998; Chinnusamy et al. 2004), while loss-of-function
abi2 mutants displayed normal germination and normal ABA
sensitivity for germination in stratiﬁed and nonstratiﬁed seeds
incubated under white light (Leung et al. 1997; Merlot et al.
2001; Rubio et al. 2009).
In imbibedArabidopsis seeds, light and cold treatments stim-
ulate the synthesis and perception of GA, leading to germina-
tion (Derkx et al. 1994; Ogawa et al. 2003; Yamauchi et al.
2004; Penﬁeld et al. 2005). phyB is the major phytochrome that
regulates sensitivity to exogenous GA for red light–induced ger-
mination (Finch-Savage and Leubner-Metzger 2006; Oh et al.
2007; Arana et al. 2014). Our results show that mutants had
lower sensitivity to GA after red light exposure; therefore, the
lower germination observed in mutants could be explained by
reduced sensitivity to GA, reduced red light–induced GA syn-
thesis, or a combination of both (ﬁgs. 1, 2). In addition, differ-
ences in germination between theWT andmutants disappeared
within two or more days of cold stratiﬁcation and under a high
concentration of GA. Interestingly, many CREs identiﬁed in
the promoters of SOS2, SOS3, and ABI2 are binding sites of
GA signaling–associated transcription factors, including DOF-
AFFECTING GERMINATION 2 (DAG2) and SQUAMOSA
PROMOTER BINDING PROTEIN-LIKE 8 (AtSPL8; see ta-
ble 1). In accordance with this, dag2 mutant seeds have lower
rates of light-induced germination under white light than the
WT, probably due to a reduced sensitivity to GA and normalFig. 3 Seedling deetiolation is reduced in sos2, sos3, and abi2mu-
tants.A, Fluence rate response of hypocotyl length. B, Cotyledon open-
ing under continuous red light. Different letters denote signiﬁcant dif-
ferences among means, determined using the Bonferroni posttest (P !
0.005). WTp wild type.133.008.114 on May 15, 2017 19:59:21 PM
 and Conditions (http://www.journals.uchicago.edu/t-and-c).
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Putative cis Elements and Transcription Factors (TFs) Shared between SOS2, SOS3, and ABI2 PromotersTF TF familyThis
All use subject to UniOverrepresentation ratio content downloaded from 130.133
versity of Chicago Press Terms anResponseDEAR3(1) AP2/EREBP 1.02 Drought and cold responses
TEIL AP2/EREBP 1.32 Ethylene response; sulphur deﬁciency response
TOE2(3) AP2/EREBP 1.7 Flowering time regulation
WRI1 AP2/EREBP 1.46 Lipid storage during seed maturation
ETT(2) ARF 2.52 Flower development; auxin response
AHL12(1) AT-Hook 1.49 Light-regulated hypocotyl growth
AHL12(2) AT-Hook 2.02 Light-regulated hypocotyl growth
AHL12(3) AT-Hook 1.73 Light-regulated hypocotyl growth
AHL20(1) AT-Hook 1.7 Defense response; light-regulated hypocotyl growth
AHL20(2) AT-Hook 1.84 Defense response; light-regulated hypocotyl growth
AHL20(3) AT-Hook 2.03 Defense response; light-regulated hypocotyl growth
AHL25(1) AT-Hook 1.68 Negative regulation of gibberellic acid signaling pathway;
light-regulated hypocotyl growth
AHL25(2) AT-Hook 1.83 Negative regulation of gibberellic acid signaling pathway;
light-regulated hypocotyl growth
AHL25(3) AT-Hook 1.85 Negative regulation of gibberellic acid signaling pathway;
light-regulated hypocotyl growth
ID1 C2H2(Zn) 1.11 Flowering time regulation
ZAT14 C2H2(Zn) 1.03 Osmotic and salt response?
DAG2 C2C2(Zn)Dof 1.2 Seed germination; gibberellin response; light response;
cold response
GATA12 C2C2(Zn)GATA 1.14 Seed germination; gibberellin response; light response;
ﬂowering time regulation
YAB1 C2C2(Zn)YABBY 1.27 Gibberellin response; leaf development; ﬂower development;
abaxial cell fate
YAB5 C2C2(Zn)YABBY 1.04 Leaf development; ﬂower development; abaxial cell fate
ARR11(3) GARP/ARR-B 1.11 Cytokinin response
AGP1 GATA 1.25 Defense response
WOX13(2) HD-HOX 1.54 Fruit development
ATHB1 HD-ZIP 2.04 Light-regulated hypocotyl growth; leaf development
ATHB51 HD-ZIP 2.09 Leaf development; organ identity
HAHB4 HD-ZIP 2.35 Drought and salt response; ABA, ethylene, and jasmonic
acid response; defense response
ICU4 HD-ZIP 1.27 Vascular development; shoot organogenesis;
embryo development
LBD16 LOB/AS2 1.53 Lateral root formation; auxin response
AGL2 MADS 1.75 Flower organ identity
AGL15 MADS 1.25 Seed maturation; gibberellin response; ﬂowering time regulation;
ﬂower senescence
MYB46(1) MYB 1.23 Defense response; cell wall biogenesis
MYB52(1) MYB 1.17 Drought response; ABA response; cell wall biogenesis
MYB52(2) MYB 1.67 Drought response; ABA response; cell wall biogenesis
MYB83 MYB 1.23 Cell wall biogenesis
RVE1(1) MYB 2.3 Cold response; auxin and circadian growth regulation
RVE1(2) MYB 1.2 Cold response; auxin and circadian growth regulation
ANAC46 NAC 1.2 na
ANAC55(1) NAC 3.31 Defense response: jasmonic acid and salicylic acid response;
leaf senescence
ANAC55(2) NAC 3.27 Defense response; jasmonic acid and salicylic acid response;
leaf senescence
ANAC58 NAC 2.34 na
AtSPL8 SBP 1.98 Pollen and gynoecium development; auxin response;
seed germination and root elongation modulated by gibberellin
GT1 Trihelix 1.72 Light, salt, and defense regulation; ﬂower development;
seed/embryo maturationNote. Analysis of overrepresentation ratio (occurrence/theoretical) was made simultaneously with the three genes; cis-regulatory elements
(CREs) with overall ratios higher than 1 are showed. ABA p abscisic acid; na, not applicable..008.114 on May 15, 2017 19:59:21 PM
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TRUPKIN ET AL.—SOS2 AND PARTNERS IN LIGHT RESPONSES 000sensitivity to ABA (Gualberti et al. 2002). In addition, null spl8
mutants showed reduced germination inhibition after exposure
to PAC (Zhang et al. 2007). These observations, together with
the reduced sensitivity to GA in sos2, sos3, and abi2 (ﬁg. 2)
and the GA induction of SOS2, SOS3, andABI2 expression dur-
ing imbibition (Ogawa et al. 2003), support a functional role for
these regulators in the promotion of germination through GA
signaling.
phyB is the main photoreceptor implicated in the inhibition
of hypocotyl growth and cotyledon opening under red light
(Reed et al. 1993; Quail et al. 1995). Mutants of SOS2, SOS3,
and ABI2 showed reduced deetiolation compared with the WT,
and several CREs on SOS2, SOS3, andABI2 promoters are bind-
ing sites for transcription factors related to light and hormone
responses, suggesting that these genes are involved as positive
regulators of seedling photomorphogenesis. AT-HOOKMOTIF
CONTAINING NUCLEAR LOCALIZED (AHL12, AHL20,
AHL25),ARABIDOPSISTHALIANAHOMEOBOX1(ATHB1),
and GT1, a trihelix transcription factor, are some of the pro-
teins that can likely bind to the promoters of SOS2, SOS3, and
ABI2, regulating their expression. Interestingly,AHL29andother
AHL transcription factors act redundantly, repressing hypocotyl
growthunderwhite light (Zhao et al. 2013). In addition,AHL25
is involved in gibberellin homeostasis through transcriptional
activation of the biosynthetic AtGA3ox1 gene (Matsushita et al.
2007), suggesting that AHL25 regulates plant development by
affecting GA metabolism. Furthermore, GT1 transcription fac-
tor binds toGT elements on the promoters of light-induced genes
(Le Gourrierec et al. 2002; Kaplan-Levy et al. 2012). On the
other hand, light can exert its function by interfering with the
PIF1-ATHB1 signaling pathway, promoting photomorphogen-
esis (Capella et al. 2015).
We have shown that SOS2, SOS3, and ABI2 promote photo-
morphogenesis, and this is in apparent contradiction with the
more sensitive phenotype of sos2 and sos3 mutants (Zhu et al.
1998; Shi et al. 2000; Quintero et al. 2002) and the more toler-
ant phenotype of abi2-1 when Arabidopsis seedlings grow in a
saline medium (Ohta et al. 2003). These physiological results,
together with yeast two-hybrid protein interaction assays, sug-
gest that SOS3 acts as a positive regulator of SOS2 while ABI2
is a negative effector of SOS2 activity under stress conditions.
We think that our results are in line with an increasing body
of literature demonstrating that some proteins can be involved
in different signaling pathways (Gangappa and Botto 2014; de
Montaigu et al. 2015;Chen et al. 2016). In this context, the func-
tion of the protein in different signaling pathways depends on
interactionswith other proteins necessary formediating a partic-This content downloaded from 130.
All use subject to University of Chicago Press Termsular physiological process. One nice example is GIGANTEA,
which is involved in photomorphogenesis and the circadian sys-
tem in plants. GIGANTEA participates as a circadian compo-
nent involved in the evening loop promoting ﬂowering under
long days and increasing CO and FLOWERING LOCUS T
(FT)messenger RNAabundance (Fowler et al. 1999;Mizoguchi
et al. 2005). GIGANTEA also has activity in photomorphogen-
esis (Oliverio et al. 2007; de Montaigu et al. 2015). Coupland
and collaborators demonstrated that GIGANTEA allelic vari-
ants affect temporal patterns of gene expression in response to
light independently of circadian control (de Montaigu et al.
2015). They suggest that this alternative mechanism to control
gene expression provides an advantage by adjusting the activity
of temporally regulated processes, avoiding the pleiotropic ef-
fects associated with severe disruptions of the circadian system
(deMontaigu et al. 2015). Using the same rationale, we hypoth-
esize that SOS2, SOS3, and ABI2 promote photomorphogenesis
through an unknown molecular mechanism independently of
the stress saline signaling pathway inwhichABI2 acts, inhibiting
SOS2 and SOS3 activity. The relationship between these genes
and the molecular mechanism of action of these proteins in the
promotion of photomophogenesis needs to be elucidated via
the design of additional genetic and molecular experiments.
We have demonstrated here that SOS2, SOS3, and ABI2 are
key players in seed germination and early plant development
when seedlings are grow under red light. SOS2 has been previ-
ously shown to be involved in salt, reactive oxygen species, and
ﬂowering signaling pathways (Verslues et al. 2007; Ji et al. 2013;
Kim et al. 2013; Park et al. 2013), suggesting that SOS2 and its
interacting proteins, SOS3 and ABI2, can act as a point of cross
talk between different environmental cues. The diversity of
protein-protein interactions between them and other proteins
may be a commonmolecular mechanism to properly decode into
the cell the surroundingplant conditions. In accordancewith this,
we speculate that these molecular elements can form a dynamic
complexwith other proteins. The protein complexwould change
depending on the physiological context, sequestering or releas-
ing interacting partners to dynamically decipher environmental
signals and to ﬁnely adjust plant growth.Acknowledgments
The research was supported by Agencia Nacional de Promo-
ción Cientíﬁca y Tecnológica Préstamo PICT grant 2014-1074
to J. F. Botto. S. A. Trupkin and G. A. Auge were supported
by CONICET fellowships.Literature CitedArana MV, M Sánchez-Lamas, B Strasser, SE Ibarra, PD Cerdán,
JF Botto, RA Sánchez 2014 Functional diversity of phytochrome
family in the control of light and gibberellin-mediated germination
in Arabidopsis. Plant Cell Environ 37:2014–2023.
Auge GA, S Perelman, CD Crocco, RA Sánchez, JF Botto 2009 Gene
expression analysis of light-modulated germination in tomato seeds.
New Phytol 183:301–314.
Botto JF, RA Sánchez, JJ Casal 1995 Role of phytochrome B in the
induction of seed germination by light inArabidopsis thaliana. J Plant
Physiol 146:307–312.Botto JF, RA Sánchez, GC Whitelam, JJ Casal 1996 Phytochrome A
mediates thepromotionof seed germinationbyvery lowﬂuences of light
and canopy shade light in Arabidopsis. Plant Physiol 110:439–444.
CapellaM, PA Ribone, AL Arce, RL Chan 2015 Arabidopsis thaliana
HomeoBox1 (AtHB1), a homedomain-leucine zipper I (HD-Zip I) tran-
scription factor, is regulated by PHYTOCHROME-INTERACTING
FACTOR1topromotehypocotyl elongation.NewPhytol 207:669–682.
Chen X, Q Yao, X Gao, C Jiang, NP Harberd, X Fu 2016 Shoot-to-
root mobile transcription factor HY5 coordinates plant carbon and
nitrogen acquisition. Curr Biol 26:640–646.133.008.114 on May 15, 2017 19:59:21 PM
 and Conditions (http://www.journals.uchicago.edu/t-and-c).
000 INTERNATIONAL JOURNAL OF PLANT SCIENCESChinnusamy V, K Schumaker, J-K Zhu 2004 Molecular genetic per-
spectives on cross-talk and speciﬁcity in abiotic stress signaling in
plants. J Exp Bot 55:225–236.
Choi G, H Yi, J Lee, YK Kwon, MS Soh, B Shin, Z Luka, TR Hahn,
PS Song 1999 Phytochrome signalling is mediated through nucle-
oside diphosphate kinase 2. Nature 401:610–613.
deMontaiguA, AGiakountis,MRubin, RTóth, FCremer, V Sokolova,
A Porri,MReymond,CWeinig,GCoupland 2015 Natural diversity
in daily rhythms of gene expression contributes to phenotypic varia-
tion. Proc Nat Acad Sci USA 112:905–910.
Derkx MPM, E Vermeer, CM Karssen 1994 Gibberellins in seeds of
Arabidopsis thaliana: biological activities, identiﬁcation and effects
of light and chilling on endogenous levels. Plant Growth Regul 15:
223–234.
Finch-Savage WE, G Leubner-Metzger 2006 Seed dormancy and the
control of germination. New Phytol 171:501–523.
Flowers TJ, TD Colmer 2008 Salinity tolerance in halophytes. New
Phytol 179:945–963.
Fowler S, K Lee, H Onouchi, A Samach, K Richardson, B Morris,
GCoupland, J Putterill 1999 GIGANTEA: a circadian clock-controlled
gene that regulates photoperiodic ﬂowering in Arabidopsis and en-
codes a protein with several possible membrane-spanning domains.
EMBO J 18:4679–4688.
Gangappa SN, JF Botto 2014 The BBX family of plant transcription
factors. Trends Plant Sci 19:460–470.
Gong D, Y Guo, KS Schumaker, JK Zhu 2004 The SOS3 family of
calcium sensors and SOS2 family of protein kinases in Arabidopsis.
Plant Physiol 134:919–926.
Gualberti G, M Papi, L Belluci, I Ricci, D Bouchez, C Camilleri,
P Costantino, P Vittorioso 2002 Mutations in the Dof zinc ﬁnger
genes DAG2 and DAG1 inﬂuence with opposite effects the germi-
nation of Arabidopsis seeds. Plant Cell 14:1253–1263.
Halfter U, M Ishitani, JK Zhu 2000 The Arabidopsis SOS2 protein
kinase physically interacts with and is activated by the calcium-
binding protein SOS3. Proc Nat Acad Sci USA 97:3735–3740.
Ishitani M, J Liu, U Halfter, CS Kim, M Wei, JK Zhu 2000 SOS3
function in plant salt tolerance requires N-myristoylation and cal-
cium binding. Plant Cell 12:1667–1677.
Ji H, JM Pardo, G Batelli, MJ Van Oosten, RA Bressan, X Li 2013
The salt overly sensitive (SOS) pathway: established and emerging
roles. Mol Plant 6:275–286.
Kaplan-Levy RN, PB Brewer, T Quon, DR Smyth 2012 The trihelix
family of transcription factors—light, stress and development. Trends
Plant Sci 17:163–171.
Kim W-Y, Z Ali, H-J Park, SJ Park, J-Y Cha, J Perez-Hormaeche,
FJ Quintero, et al 2013 Release of SOS2 kinase from sequestration
with GIGANTEA determines salt tolerance in Arabidopsis. Nature
Comm 4:1352–1364.
Le Gourrierec J, V Delaporte, M Ayadi, YF Li, DX Zhou 2002 Func-
tional analysis of Arabidopsis transcription factor GT-1 in the ex-
pression of light-regulated genes. Genome Lett 1:77–82.
Leung J, SMerlot, J Giraudat 1997 TheArabidopsisABSCISIC ACID-
INSENSITIVE2 (ABI2) and ABI1 genes encode homologous protein
phosphatases 2C involved in abscisic acid signal transduction. Plant
Cell 9:759–771.
Liu J, M Ishitani, U Halfter, CS Kim, JK Zhu 2000 The Arabidopsis
thaliana SOS2 gene encodes a protein kinase that is required for
salt tolerance. Proc Nati Acad Sci USA 97:3703–3734.
Liu J, JK Zhu 1998 A calcium sensor homolog required for plant
salt tolerance. Science 280:1943–1945.
Matsushita A, T Furumoto, S Ishida, Y Takahashi 2007 AGF1, anAT-
Hook protein, is necessary for the negative feedback of AtGA3ox1
encoding GA 3-oxidase. Plant Physiol 143:1152–1162.
Merlot S, F Gosti, D Guerrier, A Vavasseur, J Giraudat 2001 The ABI1
and ABI2 protein phosphatases 2C act in a negative feedback regula-
tory loop of the abscisic acid signalling pathway. Plant J 25:295–303.This content downloaded from 130.1
All use subject to University of Chicago Press TermsMishra P, KCPanigrahi 2015 GIGANTEA—an emerging story. Front
Plant Sci 6:8.
Mizoguchi T, L Wright, S Fujiwara, F Cremer, K Lee, H Onouchi,
A Mouradov, et al 2005 Distinct roles of GIGANTEA in promot-
ing ﬂowering and regulating circadian rhythms in Arabidopsis.
Plant Cell 17:2255–2270.
Nakabayashi K, M Okamoto, T Koshiba, Y Kamiya, E Nambara 2005
Genome-wide proﬁling of stored mRNA in Arabidopsis thaliana
seed germination: epigenetic and genetic regulation of transcription
in seed. Plant J 41:697–709.
Ogawa M, A Hanada, Y Yamauchi, A Kuwahara, Y Kamiya,
S Yamaguchi 2003 GibberellinbiosynthesisandresponseduringAra-
bidopsis seed germination. Plant Cell 15:1591–1604.
Oh E, H Kang, S Yamaguchi, J Park, D Lee, Y Kamiya, G Choi 2009
Genome-wide analysis of genes targeted by PHYTOCHROME
INTERACTING FACTOR 3-LIKE5 during seed germination inAra-
bidopsis. Plant Cell 21:403–419.
Oh E, S Yamaguchi, J Hu, J Yusuke, B Jung, I Paik, H-S Lee, et al 2007
PIL5, a phytochrome-interacting bHLH protein, regulates gibberellin
responsiveness by binding directly to theGAI andRGA promoters in
Arabidopsis seeds. Plant Cell 19:1192–1208.
Ohta M, Y Guo, U Halfter, JK Zhu 2003 A novel domain in the pro-
tein kinase SOS2 mediates interaction with the protein phosphatase
2C ABI2. Proc Nati Acad Sci USA 100:11771–11776.
Oliverio KA, M Crepy, EL Martin-Tryon, R Milich, SL Harmer,
J Putterill, MJ Yanovsky, JJ Casal 2007 GIGANTEA regulates phy-
tochrome A–mediated photomorphogenesis independently of its role
in the circadian clock. Plant Physiol 144:495–502.
Park HJ, WY Kim, DJ Yun 2013 A role for GIGANTEA: keeping the
balance between ﬂowering and salinity stress tolerance. Plant Signal
Behav 8:e24820.
Penﬁeld S, EM Josse, R Kannangara, AD Gilday, KJ Halliday,
IA Graham 2005 Cold and light control seed germination through
the bHLH transcription factor SPATULA. Curr Biol 15:1998–
2006.
Quail PH, MT Boylan, BM Parks, TW Short, Y Xu, D Wagner 1995
Phytochromes: photosensory perception and signal transduction.
Science 268:675–680.
Quintero FJ, M Ohta, H Shi, JK Zhu, JM Pardo 2002 Reconstitu-
tion in yeast of the Arabidopsis SOS signaling pathway for Na1
homeostasis. Proc Natl Acad Sci USA 99:9061–9066.
Quintero FJ, J Martinez-Atienza, I Villalta, X Jiang, WY Kim, Z Ali, H
Fujii, et al 2011 Activation of the plasma membrane Na/H anti-
porter salt-overly-sensitive 1 (SOS1) by phosphorylation of an auto-
inhibitory C-terminal domain. Proc Natl Acad Sci USA 108:2611–
2616.
Reed JW, P Nagpal, DS Poole, M Furuya, J Chory 1993 Mutations
in the gene for the red/far-red light receptor phytochrome B alter
cell elongation and physiological responses throughout Arabidopsis
development. Plant Cell 5:147–157.
Richter R, C Behringer, IKMüller, C Schwechheimer 2010 The GATA-
type transcription factorsGNCandGNL/CGA1repress gibberellin sig-
naling downstream from DELLA proteins and PHYTOCHROME-
INTERACTING FACTORS. Genes Dev 24:2093–2104.
Rubio S, A Rodrigues, A Saez,MBDizon, A Galle, THKim, J Santiago,
et al 2009 Triple loss of function of protein phosphatases type 2C
leads to partial constitutive response to endogenous abscisic acid.
Plant Physiol 150:1345–1355.
Seo M, A Hanada, A Kuwahara, A Endo, M Okamoto, Y Yamauchi,
H North, et al 2006 Regulation of hormone metabolism in Arabi-
dopsis seeds: phytochrome regulation of abscisic acid metabolism
and abscisic acid regulation of gibberellin metabolism. Plant J 48:
354–366.
Shi H, M Ishitani, C Kim, JK Zhu 2000 The Arabidopsis thaliana salt
tolerance gene SOS1 encodes a putative Na1/H1 antiporter. Proc
Nati Acad Sci USA 97:6896–6901.33.008.114 on May 15, 2017 19:59:21 PM
 and Conditions (http://www.journals.uchicago.edu/t-and-c).
TRUPKIN ET AL.—SOS2 AND PARTNERS IN LIGHT RESPONSES 000Shinomura T, A Nagatani, J Chory, M Furuya 1994 The induction of
seed germination in Arabidopsis thaliana is regulated principally by
phytochrome B and secondarily by phytochrome A. Plant Physiol
104:363–371.
Steffens NO, C Galuschka, M Schindler, L Bulow, R Hehl 2004
AthaMap: an online resource for in silico transcription factor bind-
ing sites in the Arabidopsis thaliana genome. Nucleic Acids Res 32:
368–372.
Unte US, AM Sorensen, P Pesaresi, M Gandikota, D Leister, H Saedler,
P Huijser 2003 SPL8, an SBP-box gene that affects pollen sac devel-
opment in Arabidopsis. Plant Cell 15:1009–1019.
Verslues PE, G Batelli, S Grillo, F Agius, YS Kim, J Zhu, M Agarwal,
et al 2007 Interaction of SOS2 with nucleoside diphosphate kinase
2 and catalases reveals a point of connection between salt stress
and H2O2 signaling in Arabidopsis thaliana. Mol Cell Biol 27:
7771–7780.
Winter D, B Vinegar, H Nahal, R Ammar, GV Wilson, NJ Provart
2007 An “electronic ﬂuorescent pictograph” browser for exploring
and analyzing large-scale biological data sets. PLoS ONE 2:e718.
Xing S, M Salinas, A Garcia-Molina, S Höhmann, R Berndtgen,
P Huijser 2013 SPL8 and miR156-targeted SPL genes redundantly
regulate Arabidopsis gynoecium differential patterning. Plant J 75:
566–577.This content downloaded from 130.
All use subject to University of Chicago Press TermsXu D, J Li, SN Gangappa, C Hettiarachchi, F Lin, MX Andersson,
Y Jiang, et al 2014 Convergence of light and ABA signaling on the
ABI5 promoter. PLoS Genet 10:e1004197.
Yamaguchi S, MW Smith, RGS Brown, Y Kamiya, T Sun 1998 Phy-
tochrome regulation and differential expression of gibberellin 3b-
hydroxylase genes in germinating Arabidopsis seed. Plant Cell 10:
2115–2126.
Yamauchi Y, M Ogawa, A Kuwahara, A Hanada, Y Kamiya, S Yama-
guchi 2004 Activation of gibberellin biosynthesis and response path-
ways by low temperature during imbibition of Arabidopsis thaliana
seeds. Plant Cell 16:367–378.
Yamauchi Y, N Takeda-Kamiya, A Hanada, M Ogawa, A Kuwahara,
M Seo, Y Kamiya, S Yamaguchi 2007 Contribution of gibberellin
deactivation by AtGA2ox2 to the suppression of germination of
dark-imbibed Arabidopsis thaliana seeds. Plant Cell Physiol 48:
61555–61561.
Zhang Y, S Schwarz, H Saedler, P Huijser 2007 SPL8, a local regu-
lator in a subset of gibberellin mediated developmental processes in
Arabidopsis. Plant Mol Biol 63:429–439.
Zhao J, DS Favero, H Peng, MM Neff 2013 Arabidopsis thaliana
AHL family modulates hypocotyl growth redundantly by inter-
acting with each other via the PPC/DUF296 domain. Proc Natl
Acad Sci USA 110:E4688–E4697.133.008.114 on May 15, 2017 19:59:21 PM
 and Conditions (http://www.journals.uchicago.edu/t-and-c).
